IncuCyte™ Caspase-3/7 apoptosis assay reagent diluted 1:5000 in complete medium +/-polyI:C. The morphological changes associated with apoptotic cells were observed under fluorescence microscopy. The nucleus of apoptotic cells labelled with green fluorescence indicates caspase 3/7-mediated apoptosis. Fluorescence and phase contrast images were taken at 100x magnification. Bar, 20 μM. (B) Cellular motility and wound closure rates of NCI-H358 treated with PBS (NT) or 10 μg/mL polyI:C, at time intervals of 0, 12, 24 h, showed slight and insignificant suppression over time. (C) Migration of NCI-H358 was determined by transwell migration assay. Cells were treated with PBS (NT) or 10 μg/mL polyI:C for 24 h and the migrated cells underneath the transwell insert were stained by Hoechst 33342, and counted under fluorescence microscopy. The representative images of migrated NCI-H358 cells were examined under 40x magnification. Bar, 100 μM. (D) Invasion of NCI-H358 was determined by 2% matrigel pre-coated transwell invasion assay. The same procedure was followed as described in (C). NCI-H358 and NCI-H1299 (none). PolyI:C-treated cells were normalized to control NT cells. Cytokines and MMP signal intensities were quantified using Image Studio Lite and the fold-change of polyI:C-treated cells was relative to NT. The log value of fold-change was used to generate the heat map. The fold-change of cytokine or MMP expression of the polyI:C-treated cells of >2-fold (highlighted in red) was considered as significant increase and <0.5-fold (highlighted in blue) was considered as significant decrease. (B) ELISA of secreted IL6, TNFα, IL-1β, IL-12p40, IL-10 in liver and colon cancer cell lines stimulated with 1, 10, 50 μg/mL of polyI:C for 24 and 48 h. PolyI:C increased IL-6 secretion in SNU449 cells in a dose-dependent manner but appeared to exert no significant changes in liver (Huh1, HuH7, HepG2) and colon (WiDr) cancer cells. (C) PolyI:C stimulation did not increase the expression of activated caspase 3 (19, 17 kDa) and phosphorylation of STAT3, and JAK2 in NCI-H358 and NCI-H1299. Cells were treated with 10 μg/mL polyI:C for 24 h and whole cell lysates were analysed by Western blotting. β-Actin was used as the loading control. **P<0.01.
Supplementary Figure 4:
Combinatorial treatment of NCI-H292 with polyI:C+Stattic or polyI:C+AG490 enhanced polyI:C-killing and further reduced oncogenicity. A combinatorial treatment for 24 h enhanced polyI:C-induced (A) apoptosis, (B) suppression of anchorage-independent growth and (C) suppression of 3D matrigel growth. Apoptosis is presented as percent of caspase 3/7 activity in the polyI:C-treated cells +/-a combinatorial treatment relative to NT. For anchorage-independent growth assay, cells were consecutively treated with a combinatorial treatment for 12 days and viability of the colony formed in the soft agar was analyzed by Alamar blue assay. For 3D matrigel assay, cells were consecutively treated for 7 days and viability of the colony formed in the matrigel was analyzed by Alamar blue assay. *P<0.05, **P<0.01, ***P<0.001 indicate polyI:C-treated cells vs. untreated cells. n.s, non-significant; # P<0.05, 
